2 firefly luciferase (Elbashir et al., 2001 ) was made to serve as a control.
The RNAi-resistant Nudel or Nudel mt5 construct contained silent mutations as reported (Shu et al., 2004) and was cloned in-frame in a plasmid harboring an mRFP tag (from Dr. E.
Fuchs, Rockefeller University, New York, USA). The expressed proteins, despite unchanged amino acid sequences, were named Nudel-R and Nudel mt5 -R just for presentation purposes.
Antibodies and Staining Reagents
Mouse antibodies were those against α-tubulin, γ-tubulin, β-actin, DIC (70.1), phospho-Erk, FLAG-tag, and HA-tag (all from Sigma, Saint Louis, USA), p150 Glued and phospho-serine/threonine (all from BD Transduction Laboratories, San Diego, USA), phospho-Nudel (219TP; Medical & Biological Laboratories, Nagoyo, Japan), Cdc42 (Santa Cruz Inc., USA), Cdc42GAP (Hypromatrix, Worcester, USA), GST (Wolwo Biotech Co., Shanghai, China), and PARG1/ARHGAP29 (Abnorva, Taipei, China). Rabbit antibodies were those against GFP, PKCζ, and CLIP-170 (all from Santa Cruz Inc., USA), Lis1 and p190GAP
(Abcam, Cambridge, UK), and GSK3βpS9 (Biosource, Camarillo, USA). Rabbit anti-APC antibody was kindly provided by Dr. I. Nathke (University of Dundee, UK). Affinity-purified anti-Nudel IgY was prepared as described (Guo et al., 2006) . Affinity matrices were resins conjugated with anti-FLAG M2 mAb, anti-HA mAb, and glutathione (all from Sigma), and anti-chicken IgY antibody (Millipore, Billerica, USA). Secondary antibodies conjugated with Alexa 488, 546, and 647 were purchased from Invitrogen (Carlsbad, USA). TRITC-phalloidin (for F-actin staining), TRITC-WGA (Wheat Germ Aggluttinin; for membrane staining), and DAPI (for nuclear DNA staining) were from Sigma. 
(C) Colocalization of Nudel with dynein and dynactin at the leading edge (arrowheads).
Wounded NIH3T3 monolayers were immunostained to visualize Nudel, DIC, and p150 Glued , a dynactin subunit. Scale bar, 10 μm.
(D) The leading-edge Nudel (arrowheads) persists after disruption of dynactin by GFP-p50 overexpression. Scale bar, 10 μm.
Figure S3. Domain Mapping and Validation of Cdc42GAP Localization
(A) Association of Nudel and Cdc42GAP in vivo. Co-IP was performed using HEK293T cell lysate and the indicated chicken IgY. Anti-chicken IgY beads were used as affinity matrix.
P-Nudel, the phophorylated Nudel in mitotic cells (Yan et al., 2003) .
(B) Co-IP of HA-Cdc42GAP with FLAG-tagged Nudel or Nudel mutants (N20 or C36) expressed in HEK293T cells.
(C) Schematic diagram of Cdc42GAP and its mutants.
(D) Interaction of Nudel with the N-terminal Cdc42GAP. HEK293T cell lysates containing the indicated proteins were subjected to co-IP and immunoblotting.
(E) Localization of Cdc42GAP at the leading edge (arrowheads) is not due to membrane ruffling. Wounded NIH3T3 monolayers were stained with TRITC-WGA to label plasma membranes as described in Figure S2A , followed by immunostaining for Cdc42GAP. Scale bar, with anti-FLAG, anti-P-Nudel, or anti-phospho-serine/threonine (P-S/T) antibody as indicated.
The anti-P-Nudel mAb strongly recognized P-Nudel existing in mitotic cells (lane 2), which exhibited slower mobility in SDS-PAGE (Yan et al., 2003) .
(B) NIH 3T3 cells were monitored for ≥6 h. Representative frames of time-lapse sequences are
